(l2)^ilF«5 * ic ■:5 1 ^ T ^ IB $ *t fc 11 [g ffl IP 

Rec'd PCT/PTO 1 8 JAN 200i 



(43) ais^Bia 

2004 ^1 ^ 29 a (29.01.2004) 




PCX 



llllllllllllllllllllllli 

(10) SlS^glS^ 

wo 2004/009639 Al 



(51) mmmi^m'i 

C12N 15/09, GOIN 33/53 

(21) m^\hmm^i 

(22) BBSUBiB: 

(25) m^mm(Dmmi 

(26) ll|SS^i]^iaa)Wlg: 



C07K 16/00, 19/00, 

PCT/JP2003/009140 
2003 ^7 ^ 18 B (18.07.2003) 

B:$:|S 



(30) Sft^tT^— ^'i 

*#B|2002-210067 2002 ^7^18 0 (18.07-2002) JP 

(71) mmxi^^is 

(72) ^B^#: it® ?5^fi*(ENDO,Yaeta)[JP/JP]; T791-8016 
SJSIS «ilUm ^478 »*6 1 7 Ehime (JP). 

(72) *?S#;fcckO: 

(75) S&BJ#/aiMA C*ll^COL^T<D^;: Jlllf ¥^ 
(KAWASAKI,Takayasu) [JP/JP]; =r 790-0801 gJfW 
15^ llJ^^^^^T 01143-9 ^ U > X # fT0T3O3 
Ehime (JP). SIg alill (SAWASAKI,Tatsuya) [JP/JP]; 
¥790-0811 Sigii tatUrti ^:fflr3-l-8.701 Ehime (JP). 



(74) ftSA: tt^ g (SHOJI,Takashi); =r 101-0032 
6 |g Tokyo (JP). 

(81) fi^S (m^)i AE, AG, AL, AM, AT, AU, AZ, BA, BB, 
BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, 
DM, DZ, EC, EE, ES, H, GB, GD, GE, GH, GM, HR, HU, 
ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NI, 
NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, SG, 
SK, SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ, 
VC, VN, YU. ZA, ZM, ZW. 

(84) fg^ H CISIIE;: ARIPO (GH, GM, KE, LS, MW, MZ, 
SD, SL, SZ, TZ, UG, ZM, ZW), O. — ^ ->T*#^ (AM, 
AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 — P 
(AT, BE, BG, CH, CY, CZ, DE, DK, EE, ES, FI, FR, GB, 
GR, HU, IE, rr, LU, MC, NL, PT, RO. SE, SI, SK, TR), 
OAPI (BF, BJ, CF, CG, CI, CM, GA. GN, GQ, GW, 
ML, MR, NE. SN, TD, TG). 



(54) TiUe: SINGLE CHAIN ANTIBODY AND UTILIZATION THEREOF 



(54) mm^^i mm^wt^^xs^tomm 



(57) Abstract; It is intended to provide a single chain antibody sustaining an activity of specifically binding to an antigen and a 
labeled single chain antibody composed of the single chain antibody and a label bonded thereto. More specifically, the labeled 
single chain antibody as described above can be produced by bonding a label to the linker moiety of the single chain antibody. This 
antibody is produced by using a wheat germ-origin cell free protein synthesis system in a less reductive state where a disulfide bond 
in a molecule can be maintained. Further, the antibody is bonded to a solid phase via the label to thereby produce an immobilized 
single chain antibody. Also, an antigen-antibody reaction is analyzed with the use of this immobilized single chain antibody. 

O (57)S3Kl: *«Mfi. ^mt(D^^i!f^^^7E^^%^\^fz^^(Dmt^^^lSLlS^^mm^m 



f 



THIS PAGE BLANK (MSFTO) 



•1Q/5220D0 
Oag Rec'd PCT/PTO 18 JAN 2005. 
PCT/JP2003/009140 



5 2002-210067 7&^e><^^5fe*i^ff*-t-'5o 

mmtn.mt. gO (cutis b-C^Jl^'^^^(D;z^7!)-^5/^^/J^$/.^-t^-rXT' 

^t'5;^&;6^ll^^tLV^§ (Cloutier, S.M. et al.,Mol. 
Immunol., 37, 10.6 7-1077 ( 2 0 0 0 ))„ ^^*:^«sS5i--5;^ 

"t" -5 (Cloutier.S. M. ,et a l.,Mol. Immunol., 
20 3_7, 1 0 6 7 - 1 0 7 7j2 0 0^)) ^j:if^^mMpthXl^^i'^. ^^l^lCli 

bl^ (Mi tchell. P., Nature Biotechnolo 
25 gy, 20, 225-229 (2002 ))o -^yf ^ u yy^ >( 

1 



wo 2004/009639 



iT/JP2003/009140 



2 



wo 2004/009639 




PCT/JP2003/009140 



3. mi^(Dmm)sxxfmmib^v >':b-^^i^x9^^-r^mm^'^i^. ^^-dvi^:^ 

5. m.^(Dmm.i^^n^m.*^'j ^^ti—^ijv'ux^^-r^mm^^i^. t^^^)^^ti 
10 -W:^\^wM\\L%m.^^n-t^^m\^wmKm^ii^'^x. m.w.m'cmm.-h^. ^w- 

(ov :^^-u^(D-ut vxm^i^^tix\^^^^t^w^t-t^mMtmmm. 

6. mi^(D-^^mm-v$>^mmi^^ximmi)^ v'^^-^i^i^x^m-r^m^^m 
15 ^mw^K mi^<Dv >':ti—u^(D—ut\^xm.^^^'^tix\,^^:it^fi^mt-r^ 

8. mi^(o-^^mm.vih^mm:}sxv^^mi^v>:^-t:^vx^mi-^mm^m 
}^-{z'^^]^n^mmtmn^i&n^^mmitmmi7im^i^^^x. mmmitmn 
25 mtfi^o 

3 



wo 2004/009639 



iT/JP2003/009140 



y >;^-^='- Ki-SDNA^iThUXii/^^tuTV^^r i ^^m<i: -TS DN Ao 
5 y V;*? — ^=1— Ki-5DNA^:n^L-Cil5^$tLTV^5DNA{c:*3V^T. 

12. #^feLl^.--<7)^'&tt^-%-r^i7Ci^<7)m^*5J:t;^em<lr='- K-r5DNA;6^. 
y F-r5DNA^:n^LTiS^g$i^TV^-5DNA^z:*5V^T. ^y V;i7 

10 5±g£iajiJ^-^tf^ i:^#^t<!:-r5DNAo 

K-f-SDNAJiS^ y >';&-^='— Ki-SDNA%^UT»/^$nTV^?)DNA{C 

— ^3- Ki-'5DNA^:^^LTil^^tL-C^^'5DNAiC:foV^T, mUWi^W^B 

-r § ^ i: -r S D N A„ 

m^^tsV — ^=1- K-f-aDNA^:^^LT5®*S$tLTl/^5DNA^Ci3V^T, 
25 16. Hff]«l 0~1 5 0V>TtL>5^{-fB^<^DNA^. ^^st-fb^^iSjltJ^ilt^t^^ 

4 



wo 2004/009639 



PCT/JP2003/009140 



15 1) ^W(Dnm^x.rj^mt^')iy:^—^i^v\^x^m-t^mi^%^\^. t^-^^ji^^ 

20 3) ijiW-o:>m m.i^^nmmt ^') i^t i—^ i^\-\^x^mi r^mik^^\^. t>^-o'):yt) 
-^i^\z.wm\\Lmm.^wm-t^^m\Lm.mmm-^i^\'^x. mm^^tmn^HiK 

4) i7ii^(D-^mmmxh^mm:s^^x^mm7:>^])>:^~-^i^i^x^m-r^mm^m 



wo 2004/009639 



1T/JP2003/009140 



5) w.w-(Dmmt^^x/mm^^v-'^:fj-^^y^xmm-r^mm'k^i.. ^^oy^;* 

?immtmMt:m.ni-^^m^tmmm.m^^^^x^ mmm^mn^'^ yf-^^:yx^ 
8) ifiW(D-^^mi^xh^mmisxx/i^mf>^v i^:tf—^if^\^xmm-r^mm^^ 

2 4. Hu^2 1-2 3izum.(Dmm:^m^^'omm^ti^mmtmm^Wo 

6 



wo 2004/009639 



PCT/JP2003/009140 



(1) ^T(Dmm<D®xi-i®^'^ts. mm^i¥(Oi^y^j\-^ ^ v'l^^t^^w^th^ 

El^^l^^ts^V K-r5DNAtr^bTiS^$nTV^6DNA^. 

-rsxm. 

©stifs (1) ®xii®xmmi.tim^i[:M-mw:W(7^m^<tmM^ (2) (t^^iss 



wo 2004/009639 



VJP2003/009140 



(5) ^mmM^mu (3) x« (4) {c:iagcc75#s^(::i£i^M^ADL. mmit 

(6) (5) (D'^^^'^M^hti^. mm<tmmm.i^t^^mMt(DnKi'fm^ 

;^ ^ A ^(D^-^^ ^ ^-f m T' -5 o 

8 



wo 2004/009639 




PCT/JP2003/009140 



(1) mmm.i^Rxj^mm^tmmi7ii^ 
ti^o M.i^mmmi^-^\^^xit. mmi-^m^^tmMi^ft^zxm±mi^^^:it 

2p.,>Ka^_#tRi;5-:^i:^ h^^ (NMR) l,zio\,^xWM^^y^;t^i'^-^^^mM. m^it 

^tii^h^) t^(k^-t^'^nxhnmM'^^j:^h(Dxh^xh^^\ mmtm^ 

9 



wo 2004/009639 



|T/JP2003/009140 



/ATP, $>'5V^fi:t;^ hyi^^—/i^^^i$-^:y^<^Wy^=^^ K 7 /u^cD 

10 (DXots:!mwt i^xit. m^it. }f^i^:ymi^mifhn^o mn'^'M:t\^x\f^ 
'^i^^mi^^^m^. <^^(DmmtLxif^^:yV:o'—^7imi>fhti. D>^-i^ 

mmitmm(ov :^:tj—u^^<Dm^. ^fcttM^iz^^f*. m\^^^iy^-ry\^mM 

20 (2) ¥i^tn:^S(>'Miffi^t:¥^^T[^^(^^it;^fe 

/l-i7L#:^^3tL, (i i ) f^^y iJ' Ki-^DNA^Si#t-So 

25 SiBJiitr^A.T'i^^i--5 (ii^T. r D N A K»f ^ r^^^^^^5/ hj <t$5R-r 
Sw<t;isj,^)„ (i i i) n^VtiM-mmW=^=^y hib^=i-h'-r^^i^y<^n^ 

^(Dmi^t^iE\^<^n^n^m^^^^:>5^x^i^-t^. ^^(d^^ 

10 



wo 2004/009639 



PCT/JP2003/009140 



;ar & { c o V > T a T ^ c 0^ 1- ^ o 

(i) ^/ ^ o-i-yi-tni^cDmrn 

Lxmi^fc^im^m^Lxm^^^^t^^x^^o h-zf(Dmn:ffi^t brf*. 

m:tltE pi tope Adviser (S±ii:tL'J'N v^^T^^^ ^^v^^T V 

^^6^ ^=fT o fc 9 S 46 {c^j|^-<:7^5=- K ^il ^' =Sr 

~0. 5m g/ltal;eis$f^ ^y-^r^KO^^. :S fcr^^i-'SKji^ati 

ISA^J tm^-r^Ztt^:h^) ■^'P^r.T.^l^^i^ ^yy'^ :^if^(D:^mX^i$^m 

11 



wo 2004/009639 



'/JP2003/009140 



T<2^^CO;^fe(3^^&oTi4'^$-frfcl^^-i'•7'y ^^>^V>^ (mi l s t e i n, 
et al., Nature, 256, 495 (1975)) Cit^cttJ^/i^a 

^^) ^o^P— x'^BJS^^T'fcSP 3 X 6 3 -A g 8 . 6 5 3 (ATCC:CRL 
— 1580), P3-NSl/lAg4. 1 (il^-ir/W<>'^ : RC B 0 0 9 5) 

15 ^^.cfiJ'g^T-^'g^L, m^Mtimmm't^m. m^\-tiLTMi i e 4 0^'<;^=i:7e{!:^ 

^S/'/U^^y =i^it^ (IMDM). ^^\i^-t^;v^-y=i^^^ —-^jVl^m (DMEM) 
5 0%7Ky =1— (PEG) Sr^jlibfcbc^^^ffiv^-sr t 

{-J: t)=fT7 <!r}6^t:#6o :^/cim^i!l!-a'fe (U. Z i mm ermann. et a 
1., Naturwissenschaften, 68, 577 (1981)) {d 

20 ctoTt>=fT5 :i<b75S-e#5„ 

r <»:^fiJffiL-Cji»(^t4^:ar-!^:/^:/ . y:7'xy V • ^5 v^i/ (hat) m 

^^t^iEn^m (HAT*&±te) "fJT'5%co2, 3 T'cx^m^^^^^m^ ^ b 

12 



wo 2004/009639 



PCT/JP2003/009140 



(i i) ^ D--:J-/u^<$<7)m0*3ctl>'^^Sr=i— K-r-5DNAO^#*3j:i>* 

0*b<«nr^^^ (v^^) Ti^^-r^r 5: y^lB^ijco— gjicDT 5 ymia^iJi^^ 

15 (FR) ir^pT^^^ (CDR) J; t) § LV\ 

XLf^, i^/^■^^-7ffiOO-^a:m^^^lS5i-§^^^#:(Dt>(^<^ UT. A n a n d . 
N. N., et al., J. Biol. Chem., 2 6 6, 2 1 8 7 4 — 2 1 

8 7 9 (1 9 9 1) lzmm<7)^m^^hfj:^DNAm^mifhtl=bo 
20 bT#fjtL$^HI^*3j:Z>X^Opr^^^^ = — K-rSDNAOffliCiy ^^^^ 

;^_^3-K-rSDNA^^A/T'f^DNAif>H-^3i^7^ce;b-^T'*g'^L. ^^i5t^ 
^^2/ hS:f^$!^i--5o mmi^^=-'y hit. m^^XDN Am}i t l^XWl 

y ^;«7— i|r=i— Ki-5DNA<i: LT«. (1) {c:i5«c Ufc y V;;!7-^=i— Ki--5 
25 DNA-C'fcixtt*iprtiotj<7)-e'|)<tv\ M^i^^i^. m^i-^. ifyt^l^VM—'^iZLj: 
'Omm^tl^T ^ ymUm (Peter J. Schatz(199 3) Bi 
otechnology. 11 (1138-1143) ^^tS'V — K 

13 



wo 2004/009639 



VJP2003/009140 



(i i i) miim^coMit 

TA^fi^fClfi, K:^^#^^C*3V^T«. 5' =3^^ -.y^^^af (Sha tk i n, Ce 
1 1, 9, 645- (1976)). =3 if .J' ga^ij (Kizak, Nucleic 
20 Acid. Res., 12, 857- (1984)) 19 . ^ tzWM^m^i^ 

8 1 4 4 3 3-§-<2:j^). ::ttlbcDIa^lJ^fflv^T^>'/■^^^«-g'^^5^^c^:<^T9:ar 
^ibm^^tlXi^^^ (4#P?i^l 0- 1 4 6 1 9 7-^<k^^)o ^/c. 7^^i5^"Aga^iJ 

-r5:^;S(c j:oT#bnfcia^ijt*(f p>^x5 (ii#ii2 001-396941 mm 

14 



wo 2004/009639 PCT/JP2003/009140 



K d M LT V > V ^ (ALEXANDER ZDANOV.,et al., Proc. Natl. Acad. Sci. 

USA., Vol 91, pp.6423-6427(l994). C.Roger Mackenzie.,et al., THE JOURNAL 
OF BIOLOGICAL CHEMISTRY.. Vol 271, pp.l527-1533(l998))o *^PJ(-fflV> 

ROTEIOS"^" (TOYOBOttj^) mtm^fhfl^o 

mit. ±te.(D^ M.^m^^^Mmmmwi^^ff 0 ^itM a^r. ^mmyz 

2 0 ~ 7 0 ju L< fiS 0~5 0 mM. 2 -^y^;^?:/ h^iJ' 7 

-yl-^MimWkmo. 1~0. 2mM. i5^/U>?5^::^->'/^'fk^j//l->5'f-;*-i/<Z>^ll^ 
d^^S 0~5 0 uMyi ~5 ^iMcDgaH^/iS^lf ^H5o 

15 



wo 2004/009639 



7JP2003/009140 



-r§„ :i(D-^m<\ij$.:^i>^i^(D5 0% c^m^tms 0%) sx±x-$>^. -^tc^cD 

ir\.^^m'^^mwm^'mMvxm^^b:Lthx^bo Wi^m^m^-t^m^. mm'^<D' 
*/c. ±ie?:iisf£i^M^j {Crofts, mm^^^-rmm mnm<^M) it. mm 

ti^i?>'y<^MlMMLm^m^X. 0.01 MSgPi^JlT^s^* b< . 0.005 Mfi: 
^iiiT;ii^$f^ Lt^o :l :lx\^^ o i^ MM-^ii. (260,280,320 

16 



wo 2004/009639 



PCT/JP2003/009140 



3 Ad(Jj^^(7:)ilSiJfe<i: UTfi. -^(I^f^ J ohnston.F.B.et al., 
N a t_u re_, 1 7 9,160-161 (1957) ^m^^^ t ^^X^^ ^tz 
m^^^^(Omm^lii'm(7:>i'fm:)y^t UXfl. Erickson.A. H. et a 
l.,Meth. In Enzymol., 96, 38 — 50 ( 1 9 9 6 ) ^(dfS 

J: «9 ^asi-r 5 ^ <!: {c J: t) =» AdE^^^JAtti?^^^^^ <b >ds-C# So ^^^^ 

17 



wo 2004/009639 



V1P2003/009140 



STc^j^^^^ev^ttT). Mi$^mzit. m^it. HEPEs-KOH. mm:^ 
j^^m^^^hmytmt ltd t t ^ i mu^tpmtiim^m^^^xmiii^n^fzm 

1 ~ 1 ^ C3p<— i?— , $f ^ U< {iO. 2 — 0. 5 -^-r — 

.h^^b. 0. 2 0^4 ^ x:^ y^—'^'—oyy ^/\^^— (m:ti-£S a r t o r i u 
sliMcDMi n i s a r t TM^) ^^t/^^0;6SJia^0|^*Jc: t>^^-e*?5o 5 

n^^tinm-t^mn) ^^t^mm.7b^m^^±i.^'sk^^t^timit^nx\,^^. ^:lx\ 

18 



wo 2004/009639 



PCT/JP2003/009140 



10 $V^'b<^T'fcn{i ct^\ :iri*:^t-{i. ^^*5 0, 0 0 0~14, OOOiiAT. 

m^i:im\^^^m^Bt\^xn. so, 000 — 12, 0 0 0 (ds^i^^^^*^^ 

-r-5t><0}6S^{f PjtiS. *#:6*){C{i#l^^^»l 2. 0 00 — 14, OOOc^W 
^^-fe-yl^p— (Viskase Sales, Chicag o |±M) 
20^^45 0, 0 0 Ot^)>^^^ h^./jjfr 6 (SPECTRUM LABOTRA 
TORIES INC., CA. U S A$^) ^3&S$f * L< fflV>t)tuao :l<DXo 

t^m^m'pfi^mmfj:m<D±mmmtiim^Ati'^^t:m^^xmm^n 0 o 

19 



wo 2004/009639 



VJP2003/009140 



i^^btL^o ^tl. $f^b<fS. ATP<bGTP, $ b< f^AT P, GT 

P. :&.n2 omm<DT ^/mtr^t^mm^x-noo 

X%^%\z.m\^^^'^'&i\L^Wm^^f\^^(n>xX.K>n'^\^\^, wcor <JrVu5 

^^<l::^5><i:^^^M^i;i^ilU. 5 ■^o:1^^tt^^;4S/>/^v^tJO^al^-r 
20 



wo 2004/009639 



PCT/JP2003/009140 



5^-^{;i*3i^-c«. ^(0 = Adf-flas^jittJ?^. Rrjm^^m^i^, atp^Itioo 

;xM~0. 5mM, GTPSr2 5 MM~lmM, 2 0 LMT ^ 7 g^^^K 

^'tL 2 5 /i M~ 5 mUmiJQ LT 3 0 - 1 m?^U±(Dm^^n O ;^&^*S#tf 

xitm¥fi^m\^^hn^mmi^mmw^-^^ti:\^^^^cDm:^x^^ 4 o°c. tu^v 
5 mm ^!i^^m c t l t ^ n^'niiiR ^ nfc ^ n g ^*:|!E^ (D^y^^y^M.. ^ 

<Di^P^TJ^-^tiiimm:t\^Xii.y<y^miPTatt,J.M .et al.. 
Transcription and Tranlation, Hames. 1 
79-209, B. D. &H iggins, S. J., eds, IRL Pre 

ss, Oxford (.1 9 8 4)). T ^ /m. =^^^^^-u^^mmmc^}t^m 

icm^-r^mf^^mmS^^>^y<^W'^^>':^'rJ^ (Spirin, a. S. et 
al., Science, 242, 1162-1164 (1988)), j^^jfe (7^ 
}m. f^2 lf3iS7$i^^±m^'^. W I D 6), h^\^H^mmm (S a wa s a 

21 



wo 2004/009639 



VJP2003/009140 



ki, T., et al., FEES Let., 5 1 4, 1 0 2-1 0 5 (2 0 

0 2)) mt^mifhti^. 

(C#fci^L. ■^^m'¥^Mm^!£^^mm^^¥mi-^:^lli: 2000-33367 

m^Jt'i^t LT. ■^Jx.fl. 1 0~5 OmM HEPE S-KOH (pH7. 8). 
5 5~ 1 2 OmMi^^;<7 y "^A. 1 ~ 5 mMg^^-^ i/^- ^> A , 0. 1~0. 6 

i/^^, ^0. 0 2 5~lmM L-T5:y®£, 20~70AiM. 
^ b< f*3 0~5 0 mMODTT, 1~1. 5mM ATP. 0. 2~0. 5 m 
20 M GTP. 10~2 OmM^ UT^^l^]) >'^, 0. 5~ 1 . OU/m 1 RN 
ase inhibitor, O. 0 1 ~ 1 0 W-^i?' ^v^;=^/V7 K-^ y 

p< ^— 1\ :s.t>*2 4~7 5%=IA=3f^E^^^ttJ^^S^'atp^J<7>^^s^v^e>i^5c 

roj; 0 y-£mimRit^'m^m\^^fzm^-y =1.^- h^ii o~4 o'er- 5 

~ 1 OS^m^ ^>'=JE^^-<- h{i|^D< 1 0~4 Ot:. b< fil 8~3 0°C, 

25 ^ ^(C^J* L< 142 0~2 6t:T'^T9o S^&^rBlf^. S/^;;6S#Jh-rS*T'C7)^PB^ 

x^^t^^y<y^mxnmni o^^7i^mm.mx';h^o (p T a tt. j.m . 

et al.. Transcription and Translation, 

22 



wo 2004/009639 



PCT/JP2003/009140 



Hames. 179 — 209, B. D. &Higgins, S. J., eds, 
IRL Press, Oxford (1984) #BB)„ 

^Zt\ZXr)^:^y<i^W^!^^^0 (Sawasaki.T., et al., F 
EBS Let., 514, 102-105 (2002). 4#f^<2^M#-i- WO 
10 02/24939 Al#Bej 

■^v/3M^i^<fe)gS3S'L^'fe{- ct-S^y !J — -^^f^ff (Proc. Natl. Ac 
20 ad. Sci. USA.. 97, 559-564(2000)) J: 9 ?i^^-r S r 

a5^^6aB?Ki^ffi^^fc^(;l4ov^-c^^ 2 6 x.xm 1 B^r^^r ^ vl^jv:^'^^^ 19 i^-r 

23 



wo 2004/009639 



VJP2003/009140 



^mmx$>^if:t^^^v (Avidity, Li,c^±mm) m(D^^rx 
\^xn^f\.f^:^mm(Dmm^^x\^mmtMm.-^w\-t. ^finw^^(D:^ 

y y TV h^/u— (CBB) Y^^yir^^-y (En d o, 

Y. et al., J. Biotech.. 2 5, 2 2 1 — 2 3 0 (1 9 9 2); 

Proc. Natl. Acad. Sci. USA., 97, 559-564 (2 
0 0 0)) ^^fflV^5^<b;i>T'#5o 

25 (3) m^^tmmmi^(Dmm 

jt^(Dmm:^micm^^^z.t^^x^^c i7L!^Mi^^jt<DM^:^m:x. sxr<D (d 

24 



wo 2004/009639 




PCT/JP2003/009140 



~(VI)X^ ^^tp r i J: o Ttf ^ ^ o 

20 m^-t^^ n (T ^v^-^ M) ^^5fei-^xmx 

-t-5xm. 

25 ®Mf5 (I) ®3^fi(DT'pMbfc«iife{i:mi^^<2i£% (n) izmm<ommtmm 

25 



wo 2004/009639 



yjP2003/009140 



©lute (I) ®x(±(D-esi^ufc^il^^t:^^fet^(^^m'fbi^K^S^[Ci^>^* 

(V) i^^mn^mu (m) (w) izmmcD^mm^-^^mmmimi.. mmt 

(VI) (V) CO^-^tt^^^t td. ^l|s^^^^*:^IS^i^Kt<^tiSf^ffl^® 
6^X{t*6^{::*iJ^i-6XSc 

(i i i) mmi7ii^(ommizum.(D:)7mr'h?>. mwiR!t>m^<Dm7cMmm^m 
SA). iS5ti&mm%. iJ-<>-*t^DNA. y'^--^y<v >ti:t^^m\^^xri^4mi^ 

25 ^1^i^^^\^=i—T-^:^i^i-^:^m^^U (An s uh e 1 et a I., 

Short Protocols in Molecular Biolog 
y, 3rd. edition (1995))o 
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nzyme Linked Immunosorbent Assay (ELI 
S A) :Crowthjer, J. R., Methods in Molecul 
5er Biology, 42, (1995)) ^iZ ^ ^ m^-T^^-^. ii^EL I 

V\ ^®:7^7X^>'^Bi?fe (Cullen, D. C. et al., Biosc 
iences, 3 (4), 211-225 (1987 — 88)) ^m^^^^^Kit. 

10 ^ti. ^^<^-^y±> hm:^^^ iF u n a t s u. T., et a 

1., Nature. 374, 555-559 (1995)) ^ffi 

15 \i^%-:f=7::^^y^m:(D-^^ ^^^^ '^—zf\y—V^hm\^^h:Lti)^X-^^o ^tz. 

25 ;^ h U7"hT t'v^V--^^^-;/ h (Promega|±M) (Di 9 (-rti|g<^ 
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mm^titii><DXhJ:\^^L. ^fc. mm^^t^i-i^mi^^iEir^-h(DX}h'oX-h 

5 mm:^ti?)ifim(Dmit. ^i~ioong/)u i(Dmm^m'^v\^\ tn.w^ 

15 5wi:2)SX't5o 

20 tL-5o 

25 ;dS/u*fflJ!a<l#m^J!^t^^^^. ^8ff-f-'5:y-/i^«t?'i5r ,!r;6S-e#5o 
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p5tLTV><5 (Cygler.M. , et al., Science, 253, 44 
2—445 (l991);Bundle, D. R. et al, Biochem 
10 istry, 33, 5172-5182 (1994 ))„ 7^0<^/^fllJ3a^ 

-fia-fSO — ^J^fC^-^-rS (Anand, N. N., et al., Prote 

in Engin., 3. 5 4 1 -5 4 6 (I 9 9 0))o ^ (7) O -^ai^JC^ LT 

15 \-ffz.n.m^W^^m-mX^^W^^^fz.m.'^i^^^ (Anand, N. N.. e 
t al.. J. Biol. Chem., 266. 21874-21879 (19 

9i))„ n.m.^w-^^'^f^^mx^^-t^f:.m^\t.^ vL^-bvHmt^iKs-ro 

#?S-rSv^^/U7^ Yn%m^m>^^'^XX^^ (Z d a n o V, A. L. Y. , 
et al., Proc. Natl. Acad. Sci. USA., 91, 64 
20 2 3 -_6 4 2 7 (1_9 9 4)) fz.^^ t^mm^i$^^^^m^:f7&(DM^ t LfCo 

5^^fet^iis<^='— K-rSDNA^-^tfT"^^ ^ K (An a n d, N. N., 
et al., J. Biol. Chem., 266, 21874-2187 9 (1 

9 9 1)) ^mmti^x. mm-^2RtP3ict&m(D^mmm^^h^j:^y^^^ 

25 ~^ffl^^T7}f y p< K'^ai-r TrJ'iXa (PGR) ^^Tofco lfe#^ttfc 
DNAiff>T-^ P GEMT- e a s y^^J^^— (P r om e g a tt$^) (Cljf AUfc 
Bg 1 I I^tKNo t I -e^JPS^^^t3iSbfCo #^nytDNAK^>T-^^*i)lll 
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R^fTV\ ;^ h 5/:7°ri K^^^Abfcc - r T-^^MUfc:?"^^ ^ s c f v - 

p Eu<^$r^-rso 

AbfcDNA^j«Lfc. ^■r^ ±l5-ef^^Lfc-7^7;^5 Ks c 

-7 — (Cil^LA Taq (T AK A R Ath^) =3r 2/ h ^ffl V^T P C R ^=fTo fCo 
PCRS;J;?^tt. lOXLA buffer. 5^1 2 5 mM^gfb^ 

10 iJ^'^iX^i^ 8 At 1 2.5 mM dNTP^^l^l 20m M'T"^-!'-^ — , 
0. 1 n %mm.-:f=7^^ K/5 0 /i 1 (Cii^b. 9 4°C15>X lif-TiJ'/l'. 9 4°C 
4 5#/5 5'Cl:9-/7 2t:i^3 0#X 3 01?-^i^/^, 7 2'C 5 :9-OS/:S^=fT 
ofc„ tiilii$nfcDNAKff>i-«. S&{-tA^V\ KOD T4polymeras 
e (NEBltM) {-J; l9^i^(^¥?t'fk^^to/c<D-^, Polynucleoti 

15 de kinase (NEBi±^) j;5 y V^^^fk^. L i g a 't i o n Hi 
g h mmii%m (^:J:?)Self Ligatio n^^TV^. n.^<o^7:^^ 
K (mi : i^;lT. rtLS: TscFv-biotin-pEUj i: ^^-f 2> r t 

20 (2) w^5tm.wmu^^^^<'!:'%^^m'mm^)^m(owM 

3i^=3ffll^ ^ 1 :9-Fb^{C 10 0 gOfiJ-g-T'S:/!^ (F r 

i t s c h ?±§!^ :Rotor Speed mill pulverisett 
e 1 4§!|) (d-^AOL. Ih]|s^8, 0 0 0 r p in-ca^^^^afO(c:^5$= t fCo iSV^T' 
m^m^^i-^l&^^'^t^m^ (p' :y i/ii^^XO. 7 — 1. 0 0 mm) ^IhUIX 

dei^:/=2. 4:1) ^ffiv>fcj^iltcj:o-c. l§^*g^^i-5K^^^tfV?±® 
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m^. -</^ h^-^^m^mB lm- 3 o o k mmyi. ■. ^^^^t^nmi^m. 
^^m^m(^^—i^^'&(D^''^h±iz^mwm^^i 0 0 ot^ss 0 0 oj^ 

ci<7)CCD^-r ^^-ir^^i^— (2 0 4 81111) trfflV^fCo 
15 t><^^@^?Uc:j; t)^•9^v^fco S^^Uis m^^y^h±:)jmi c 

m7!}^&mi.^j:<^J:^-^X^^\^tio y-7='5/h (N o n i d e t : ^;«7 

25 l5fe?^Ufc/E^Mfi*tc:*fUT2fg^ft<^i*tB^j^ (8 OmM HEPES-K 
OH (pH 7. 8). 2 0 0 mMi^^;^7 y -^7 A, 1 0 mMi^^-^ -i^/ A > 8 
mMv^^^Tx?. l/-r h— (#0. 6 mMO 2 0 LS^T ^ / ^^^AD UT 
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*5V^Ttj J:V^)) ^AD^. U—V ^^i^^Z/U^^y—^m^^K 5, 0 0 0~2 0. 0 
0 0 r pmT'3 O^^-f-D 3^(Dm^<Om^^^^notio r (^JJ:^ v^^>— h*^ 

mmm't^m^m^^tis 0. oooxg, so^mff^m't^i^x^o^^hn^m't^ 

::L(D^m^^hA^C)^^m (40niM HEPES-KOH (pH7. 
8). 1 0 OmMg^^;^; li ^A. 5mMg^^-e^^v/^Ji'A, #0. 3mM<D20 

;^G-2 5:^9J=^X'^Jl'^m^n^tionhtlt:L^m^.nm3 0. OOOXg. 
3 0^ra<7?^'L-L. lEil|XLfc±?^C»iS^=|r. A 2 6 0 n m;^^ 9 0 ~ 1 5 0 (A 2 
6 0/A2 8 0=l. 4-1. 6) (CpfiLfc=^. TtecOig^ffMSI^^? ^'^■^i^ S 
15 ^m^Jt^Km\^^^iE.X\ -8 CCl^TT'^Sr^LfCo 

±|E (1) T'l&#$tLfc|KiR^MDNA{c:oV>T. SP6 RNA poly 
20 me r a s e (TOYOBOttM) V^Tfe^^^To fCo Si^^^^i LT«. 8 
OmM HEPES-KOH (pH7. 6). 1 6 mMg^®^^ i>. , 2 m 

Mx<.^/V^v^V, lOmM DTT. NTPs#2. 5 mM, 0. 8U//xl 
RNase inhibitor, 5 0 m g /m 1 TT*^ ^ H\ Jlt)« 1 . 2U 
//i 1 SP6 RNA p o 1 yMe r a s e/d d w 4 O 0 /z 1 ^ffiV^ 
25 fCo 3 7"C-e2^r^>l' :/=3E^:x^— h bfc^, :7acy — /W/^ n C3 7;j-y^i>.*fiai. 
NICK column (Amersham Pharmacia ttM) <t S 
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ATP. 0. 2 5mM GTP. 1 5 mM^ l^T^>' y i^^. 0. 4mM;^^>'U 
^ v^:/. 2 9mM HEPES-KOH (pH7. 6), 95 mMi^^;^; y "^A, 
2. 7mMg^®f-v^'^->H7A, 0. 2 3niM LMT^y®^, 0. 5 8U/iul 
5 RNase inhibitorCPromega ttM) . 4 n C i / fi \ 1 
4C-Leu. 7. 5 /z g mRNA. 0. 5mM PDI, 19. 5 uM\f:t- 
=^1^ {-r:tiy^). 19. 5 iu g/ju 1 t'^f^V^-^^^'— ^ (a V i d i t ytt 
*5J:t;^l 2 m 1 =iM.^m^i^mmX'^ Sl^^{*2 6°CT'3BtrBV<:y^iSfe{Cj: 

10 SII^SJ^?3 0#ffimcDK^£;^^^ 15, OOOrpm. 1 0 5^rBlO^'L>^^{- J: o 
T^mbfiK^^^^^iSU. ^#i-§7icSf£:Ot';d-^>'Sr5 OmM Tr i s (pH 

8. 0) T'W^kbfcG- 2 5 ^ oi^^UfCo fc'^;*? 7^<^^ 

ttl?S, 2 0 ju 1 ^[rIAcT) 5 0 mM T r i s ( p H 8 . 0 ) W.^W'^^^^^^. ^ 
V UT" h T t' v^V-^ ^^-^ y V t'— X ( P r o m e g a 5 1 ^^.^D ^ 

^#L. SDS-PAGE(::J; D^^Ufc^. h ^ v?;<^:J^~7 :7 ^ };i J: «9 ^-y- 
/u^^^^^^6t#:<^)*€riiy^bfCo 20 c o — t r a n s 1 . bi 

o t i ny 1 a t i o n {d^-T^ IEI;6^?> fj^^^^e J: 5 {C. t'^^ V^U^ t":*-f=- 
lf(D#?ST'CS3iR^^Tofc:'b(D (mq^ : + b i o- t i n) fi. ^ b 

jS&(Cl::'";r5^>^^APb7JeV>-C^Tofct3<^ (-b i o t i n) fi. -^^^y h 
X(c^-g'U/cfei:^$:;6M5^/u^7:cVNCi<!r;6S^^nyto ±teLfc:;^?fe 



25 (4) liiS7C^^SiRS^^;^?^^fflv^yti? w-x-iJ^g-g-^ (!SmS^J?^l::t';^^>'ioJ: 

±15 (1) ~ (3) {C|E«Lfc^1^/^^^^^^^^^$:oMit;^^fe^l^^t^;lLT, 
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lll2<?5post — transl. biotinylation {C^-f „ IHd^ h 1^ 
fj^^j'^J: t:'::e-f^>'^^ADbyttiCD ( + ) (-) "b. -^i^^^^y 

h t^^ — X {;i o I ^ Tl^^ ^ i^ fc >'-fk^fl^ * ft (5 <t A/ <if ^ V > r ^ 7)^ o fco 

( 1 ) T/Px fc K{bi^y^^^- 7 O -^J^Osi^ 
10 y /K:^<y -y-:y>t7^'Y K (S I CMAtti^) 20mg (2. SMmol) ^0. 

2 5 MTK^^k-t- h y i> atk^?^ 2 0 /X ud^^L. b 6°c\^x 

^W7K{3:^LT;itff#. ;^ iJ'iill®?-:^ h y ^J7A 2 0 Omg (0. 8mmol) 

^APL. it^T{c-r s^PB^iSi^iibfco ^^ui^^v ='—/^^imi ^^hizmmi^ 

15 k KM1^/^^^-^*Si^<^*i^7feS^#fCo rtt^O. 2 m 1 O 2 0 mM^}^ 'J'^^ h y 
'>J^mmmpH9. Oizmmi^tc (lOmg/ml) JCi^jlfLfcio r^Z-fb^i/ 
,y }> t'— X (NH 2 -M ag: Polyscience 1±M) 0 . 1 m 1 ^ 

0. 4ml (Dmmmmi^^ ^ ^m^w. ^miti^tc^. _hfST/vxt KM-y-/^^ 

20 »r/^ 0 . 4 m 1 -e 3 ©gfe?^ L/Co '^m(D-7:if^. y V t'— X±-^(7?@^>ft:^(i. 
±?f {-^# i.fz.mm^y ^ / -/^ySS^feT'^i-r S C <!:: i «9 *«)/cio ^ T', 
t%^m.(D-^ y h tf— X-^(D^'^^fi4 0 % ( 0 . 1 3 M m o 1 ih/U^^^ 
^/ 1 0 0 Ai 1 -^^i/^-;/ h t'-X) T-Sbofco 

25 (2) if:^f-i^'imi)-/i-^^'^7mmmi^t^/i^'^^9mmt(Di^^ 

mmm i t^iB^o:^?*!^ i if^^i^itmrnin^^^^vti'^ (total 

3 8;ul). 1 OmM PBST (pH8. 0), 0. 6 mM CaCla'C^^ 
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mitVfcG-ZS spin c o I umni^X 'O mm(D\fyt^>'^^yl^^j& 
i^tZo ^(D^:^y<^WMi^4 0 n I ^^f-i^O. 6mM C a C 1 a^-^tf =1 A=¥ 

m^mmm 2 5 n \ vm^ ut^bv^^c 10 u i <D±m ( 1 ) x-i^m i^t^mmt-^ 

yv-^^^^^l^ (S a 1 -Ma g) t^i^9 6we 1 1 -^^ ^ ri^u— h±{C?^SD 
5 bfCo 1 5 ^mW^'^Mcm.^i.tz"^. 4 0 IX I (DO. 15M NaCl/lOm 
M PBST (pH8. 0) T^4(El?5fe?#-L. 0 . IM g 1 y c i 

ne-HCl (pH2. 4) 4 Ifil^tB^^To ^i/^(Dm^i^X ^ m.mt^^^ 

^<^*S'^^;^'b:^bfco I^^^^BJf>*^''.Cct I^^M (Wild type) 

(Dm^. pHmi±^mxmt±!>^n^mi±m^^ (no. 6) ^jai^Aosfijifi 

:$^^<Di7iJWM'^^\±^i^W\^X\^^6Z. t^^^h(D'-C^ "9. co-transl 
a t i ona \ f^if:t^l^mt. ^^-g'^tt^±< ti^^ 5 <t ^cC < itn-T S ^ 

20 (3) ±i^:^^m^lS.ifmm^mW d a s y s) tc:j:<5^j?gt¥#^^cDaiJ^ 
;^ h UT'hTt'v^^' (0. Img/ml : ■:^>57 ^-T ^±M) ^t-:^^>'=3r 
^-<:y h (Affinity Sensor s ItM) {Clg^-fkLfc (B^-fb* : 
6 74arc sec. 27. 2ng, 0. 97pMol)o HkiC^ MMM 1 X 
mmvti}=:':t'^i^<mmmi^^. ±15 (2) <^:^^&^e:J;t)Hta^l::■t^/^^^>^^^^ 

25 ^il (S a 1 -Ma g) ^ffiV^T^»^U^o 14C d p mM*^ bife^ 8 . 
4pmo 1/50/i 1 (Dmmi^':^^'^<t'0-min.i^^mhtlfCo :i(D 5 0 ti 1 
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3. 6arc sec., 11. 5ng, 0. 4pmol)o Cl^'^, f£ 
^^(D'^/i^'^^y^m {2. 4, 4. 8. 9. 7. 12. 9.. 19. 4 m M) 

$^{c:^ft^;i»^3jtie)fc:^?il^^^^^^l{c^-r„ ^fc. ^KCfi. mm(D:ly 
5 ^T';^mffiiim^^fflLT-g'^Lfcm^j5T:^^(;iJ;5^fi (MacKenzie, 
C. R. et al., J. Biol. Chem., 271, 1527-1533 
(1 9 9 6)) hit^<Dti}^U^i.tCo |gl4(Oresponse ^m.:d^hmh^^ 

10 (D^l^^htl^mmW0^mKd^W-ihi.tc'^^. 1X10-'~10-8M O;^ 

-ij^-T'fe^r ct^is^^jpjbfco mmmix-mmi^. \f:^^:yt^ 



Kd 

ettf (M) 

M^ISI^ 5.1x10-7 

in vivo^ 6.5x10"^ 
IgG 1.4x10-7 



K d i ss K ass 

(S-^) (M-^S") s 

0.8x10-2 4.4x10"^ 

3.1x10-1 1.8x10"^ 
1.2x10-2 8.7x10^ 



20 A (1 9 8 6)) (D^^m^m^mm<D:)jmi^m\'^t:Lo 
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L/j^V^T-^^rJcLfcS:/^;fe?^^ 1 5, 00 0 r pm, 1 0 ^^(0^'^^^^^^. ±m 

f?bfc:^, G- 2 5ii7T7=:Xi5'^;«7 7A(Cj; 9MW?^^3^mL. 1 u KDNH 
5 S — biotin (N — hydroxysuccimide — biotin^ 5 
Omg/ml DM SO) ^mMVfCo ^tt^ 4 °CT'— |fe-S^£^$^/cm> UATt- 

Jbia (1) T*PMLfc^/^;:?^3 0 /X 1 ^ 1 OmM PBST(pH8. O). 
10 0. 6mM C a C 1 a'C^^^'fbLfcG- 2 5 spin column (dcf^ 
mmi(0\f^'^:^^^/\^^m\^tio ^(D^l^y<^W^M4. 0 a l^^^bO . 6mM 
C a C 1 2^'^t?=i Ads^/!5^ttt±i?^2 5 ;z 1 -Cgfe?^ LT*3V>fc:.l 0 1 c^_hl5 

iiW!i2 (1) x'Y^mx^timmt^ji-'e^^mm.w^ (sa i-Mag) tmz 

9 6 we 1 1 ■^'1'^ P7°U— h±{C^ADbi^Co 1 S^relli^^i^tC^'g'bfcim. 4 
15 0/il(?)0.15M NaCl/10 mM PBST (pH8. 0) T-4 ]s\^^ 
ft^tClPicDO. IM glycine-HCl (pH2. 4)T?4lll^tf:l 

10-1 3izi-x^i^y<^^(D^m-t^hti-r. iWrB(Dmm'om^i^±^7!)^^^ 

25 Hig^Jl ( 1) (cfE^(D s c f v-p EU^0IM<!: LT, ffi^iJ##8*5j;tJ?9 

{c:tEit(7:?:teSiB^ij75^b^=e^:/^-i'^— f-J; 19 LA taq (takara|±^) 

l>^>ffll/^-rPCR^tTofCo PCR^/$:?^{i. 5m1 lOXLA buf 
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f e r . 5 M 1 2 5 laUmt^ ^ . 8^1 2 . 5 mM d N T P , 
# 1 M 1 2 0 /z Mr 7 0 . 1 n g ^^IT"^ ;^ ^ hV 5 0 At 1 fC^S^ 

9 4°Cl^x 9 4°C4 5 5 5°Cl5^/7 2°C157'3 0#X 3 0 

-^^^^/^. 7 2°C5^c9S^S^=fTofc:o iii|ig$tbfcDNA^>t(i. '^i'iicitif 
5 KOD T4 polymerase (NEB^t^) \Z.ii'on^(n>W-m\L^''rfr> 
tKD-tb. Polynucleotide kinase (NEBtt^) teict^ y 
^mims Ligation high (m#*;&l±S^) (-«t S e l f L i g 
a t i o n^n\^\ m^(Oyyy<.^ K (BIl : !^T. CltLSr T s c FV-pH I 

s-pEUj tw-r^^tti^h^) ^f^MbfCo 
10 rcT)^^^^ K^^M<!rLT. 1 (3) (ctB*feco;^^{c: J; •9 te^^ m 

RNA^M^Lfcmt-. mm^ltM'P(DDTT^ 2 0 0 M(Z)pJ ^ y 
— /V(J:Jfe;tT^i^SJ5S?r^To:fco mWiRft^ 3 B#rBl^(^S/S^^^^ 15, O 0 0 r p 

y— /l'^5 OmMi; >^M»f?K (pH7. 0), 5 0 0 mM NaCK 5% G 
15 lycerol (Binding buffer) X'^l^it VtiG-2 5;^t°i^ 

}^°>ti'7^(Dmiiim. 2 0 1 ^(^*OB inding buffer 
^26 b inding buffe ISO^ul "Ce lE]j^?t Lfc— s/^^yl^:* 
(Me tal affinity resin: TALON&M) 2 0 0 a 
20 1 (5 0% r e s i n ) id 8 0 /z 1 ^^ST' 1 B#Pb^-< h tf^:^ 

CKD;* 7 1 5 O At 1 <^ 5 OmMy V^^^f^eC (p H 7. 0), 5 0 O mM 

NaCl^ 5% Glycerol^ 6 mM I mm idazole (was 
hing buffer) "CMlHlj^fe^-b (Il|tt3wl~w4). $e>(C:i50Ail 
CD 5 0 mM V ( p H 7 . 0 ) . 5 0 0 mM NaCK 150 mM I 

25 mm idazole (elution buffer) "CS lH^ttJ (Eltf e 1 ~ 
e 5) ^n^ito ^■7vi^'y3>'{^^^tl^mm^W(Dmi-i. 14C dpmM 
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l^^-^-^Tjk L, w 1 ~w4 ti. washing buffer J: <9 j^ffi^ttyt 
7 v'3 V^^O, :Sfcel~e5{ielution buffer (C<t !9 ^{i} 
7 rJ' :/«t'CO 1 4 C dpmfitSr^i-o E T e 1 ~ e 5 tt>(7) i 4 c 
5 d p mM'^'^ff ^:^-t"o 

(Dm 5 0 %i£< (DWm^W\^. ^ 5/ ^/l-l^? ^ Ate cfc 9 *ti^T'# S r i: >!)S:b75^o/c„ 
.20 t>0(cJ:b-<TfeLJ^<^^75#M6tJ^'^^4,^)Si^l/^t)<^25^^i^$4^§)o 



39 



wo 2004/009639 



7JP2003/009140 



1. m.i^(Dmm^^n^m^^v >:^~^^vx^m-r^m^^^ir^:it^mm 
4. ini^(D-^^mmxh^mmisxummt^v'^^-^i^i.xmm-t^mm^m 



15 L. iy:^-u^iz.mwiitmn^is.w-r^mm<[:mmw:m^is\,^x. f^mm 

^^-dv ^^:b~u^^\zmwiit!mw^uw-r^wM^tmmt7im^is\^^x. mmm 

25 «fgi<km^^#:„ 
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10 itm-m^Wo 

y :/;«;-^=r~ K-T-SDN A^^ LTa$^$i^TV^6DNA(c:joV^T. ^^W-(D 
15 fi^4oJ;t/ig0;d5^^^*^T'fcS^i:%#m^i-SDNAo 

y >';{7-^=i— K-r-5DNA^^L-C^^^ttXV^-5DNA{C*3V^T, ^y 

S ^Sifi JiJ ^-^ ^ ^ ^ <t f 5 D N Ao 

20 13. i>^'^iaim^^(Dm'^\^^^ir^^w<o-si^m^x^^m^^^xy^mm^^- 

K-r-SDNA^JS^ y V;(7 — 2r=3— K-r'5DNA?^:^^UT»S$tLTV^5DNA^C 

-fb^K^is-^ b^ai^SiEjij^-a i <t ^it#m <i: -r S D N Ao 
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1 6. fi*Iil 0~1 5 (D\,^irtl^^Z.mm(DDN A^. ^mit^M^ X'(J^M<D 
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4) m.i^<DPimmi$(.xh^mm:Sr6x-a^my!>^v '^ti—^^Lxmm-t^mm%:^ 
ib^-DV i^:^'-ui^i:immtmm^nwi-^mmi\:m.mm.mci^^^x. tm^^ 

10 5) m.i^(Dmm:i^^xj^mmt^v >^:^—=td\-i.xmm-t^mm^^i.. ii^r>^)^^ti 
-^%\^m.m\Lmm,^^n-t-^mm'cM-mimz.^\^x^ wm.m\Lmw. ^w- 
(o^) i^ts—W:i^(D—^}i \.x%^^'ih-^h.x\^^:L}i-^m'^t-r^mM\\LM^m.^ 

15 L. ii^-^')^^t!--u'r^\z.m.m\Lm%^^m^^m.m\LM.m^m^^^^x. nmm 

7) m,i^(Dmmisxxj^mmy!)^v >':^—^ift-\^x^m-r^mm^^\.. ^^^v>^:fj 
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SEQUENCE LISTING 



<110> Yaeta Endp. . , .. , ... •;. ■ >rif 
<120> Labeled single chain variable fragments 
5 <130> GP03-1020PCT 
<150> JP P 2002-210067 
<151> 2002-07-18 
<160> 9 



10 <210> 1 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

15 <223> Description of Artificial Sequence^ Synthetic DNA 
<400> 1 

ggtttaaatg atatttttga agctcaaaaa attgaatggc atgaa 45 
<210> 2 

20 _ <211> 36^_ ._ 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^ Synthetic DNA 
25 <400> 2 

ctaccagatc tgccatgcag atcgttgtta cccagg 36 
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<210> 3 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
5 <220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400> 3 

gcttgggccc agagctcacg gtcaggctcg 30 

10 <210> 4 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

15 <223> Description of Artificial Sequence: Synthetic DNA 

<400> 4 

ggctaagagc tcacggtcag gctcg 25 

<210> 5 
20 <211> 22 

<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence- Synthetic DNA 
25 <400> 5 

gcctgcagct ggcgccatcg at 22 
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<210>6 

<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Synthetic DNA 
<400>6 

caaaaaattg aatggcatga accgccgagc tccaac 36 

<210>7 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence ' Synthetic DNA 
<400> 7 

agcttcaaaa atatcattta aacccgacgg gctgctttt 39 
<210>8 

<211>30 _ 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^ Synthetic DNA 
<400> 8 

catcaccatc accatcaccc gccgagctcc 30 
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<210>9 
<211> 16 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence' Synthetic DNA 
<400> 9 

ggtaaccgac gggctg 16 
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